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[0071] *<D<t5iJ:LT#^tb^scFv^VL77^^ht:ffiV^T v Ai3 0^^^JdSRr»* 
[0072] ~*Ui, «PJO^tlA J3 ^ti^^^h/^ IESMA J3 iC^U gUftS^ <^>« 

xfm,fc77?y>hvK mmm^m&^-r^t^-f-^imm^mx^zt^^ 

h^^^tih^mmi\:^tih(Dtn^h^x^, ifcrntbtzut^mm^u, 
Tmm$Fc^fc&ft\^xfcfc-tf:m^tiA p ^iwM^^m^^. ftmirz 

i / Em<D%g$kk&Jz.£tlX\s^ 0 fi£o-C, ^0^cD^CA/3^;^^Wh(FvlEl, F 
vlE4. FvlE7, Fv2A7, Fv2A8, Fv2B6, B7, B6. F10, Dl, WLA2) 3o 

it^r^^o^^^igli^l-Fc^^^^^fc^^^^-^Si^-m e te, 

(1) ie^sa j3 tfwo^-a-u mmm^mm^^^u-r^-h^ (vla2) ; 

(2) ^*M*5J:t>m«^b/cA JS cD^C^U USA /3 <D|&^ WmitVtiA 
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B6, F10, Dl) ;£fcte 

(3) (l)S.I^(2)Op]#^W-r5 5 b^(FvlEl, FvlE4, FvlE7, Fv2A7, Fv2A 
8, Fv2B6, B7) 

[0073] ±ffiPl*^^-r^l0ffi^OscFv(FvlEl, FvlE4, FvlE7, Fv2A7, Fv2 
A8, Fv2B6, B7, B6, FIO. Dl) (DVHm^XXfVLm. afcUHdVLd^ (VLA2) (D 

[0074] XFvlEl 

OT^yj^SE^lJtvlioV^, 30#@~35#S<OT^y^@a^ij7!) s CDRl(IB^J#^-2), 
50# @ ~66# g (DT^i^f B WCDR2 (IB^J#-^3) v 99# g ~107# g <DT^ 
yg?E^J^cDR3(BB^J#-§-4)^*ff£:L-CV^So ISttVHtf&ra— K-t*55te 

[0075] ^a-^FvlE10VL^(DT^y®?IB^J^iB^J#-^6{C^bfc 0 SgSVLglO 

CDRl~3C0T^yi^iE^J^Ifi^J#-^-7~9^b/c o i-/«C*3*>, BE^J#^-6(^i-V 
L^(DT^/^IE^lJ^V^-C, 23# g ~35# g (OT^/^IB^J^CDRl (@E?lJ#-5§-7 
K 51#g~57#gOT5:/^SB^J^CDR2(IB^J#^-8), 90# g -100^ g ©7 
^y^IB^J^CDR3(@B^iJ#€-9){-M^LTV>5„ *fc, S W^\M^ — Ki" 5 3t<5 
T-<OigSBS?iJ£IB^J#^10^Ut, 

[0076] (2)^o— ^FvlE4 

^a— ^FvlE40VH^<DT5:y^iB^J^BB^J#-^ll^^Lfci„ ^SVHi^CD 
Rl~30T^/^IB^J^IB^J#-^-12~14(C^L7to f IB?iJ#-^ll^-r 
VH0SW>T^/IMB?!U£:J8l 30# g ~35# g <OT5:/^gfi WCDR1 (SB^J# 
-^-12). 50#g~66#g<DT5:/^iBWCDR2(|B^J#^-13). 99#g~112# 
gOT^y^@a^J^CDR3(SB^J#-§-14)^J^LTV^ 0 £fc, ^tVHi^3- K 
i-^it^T-<Z)^KiB^J^ia^J#-^15tc^LfCo 



BNSDOCID: <WO 20051 05998A 1 _l_> 



WO 2005/105998 13 PCT/JP2005/007628 

[0077] £fc. >FvlE4(7)VL^T^y^iB^J^IB^J#-§-l6(v:^Lfc 0 MagEVUli 

<7>CDRl~3COT5y^Ifi^J^IB^J#^-17~19{Cl^L/Co i^«C*>*>x IB^J#-^l6{c: 
^-rVL^or^/^BE^Jl-^VNT, 23# @ ~36# @ <DT5/^IBWCDR1 (IB 
^IJ#^-17) N 52§@~58#S^T^y®?IB?lJ^CDR2(IB^J#-^18), 91#@~1 
00#g(DT^y^IB^J^CDR3(IB^J#-^l9)^C*j■j^;LTV^S o Hat^VLitSr 
='-Ki-'55»5-7-(7)^*iB^J^IB^J^-^20^^L/c o 

[0078] (3)^o— XFvlE7 

Rl~30T^/i^IB^J^rSB^J#^-22~24^^LfCo i"^t>*>, td^-f 
VHi^>T5;./^iB^J^:^-C 30# @ ~35§ g <DT^/g£IB?U/^CDRl (SB^IJ# 
-^-22) , 50# @ ~66# a OT^/$?gB^CDR2 (Ifl^iJ#-^-23) „ 99# @ ~11 1# 
@OT5y^IB^J^CDR3(@a^J#-^24)^>P)-^L-rv^§ 0 ^fc. ^iVHf^-K 
-r5jte^-£O^SIB^J^SB^J#-^25^^bfCo 

[0079] £7c. ^n— VFvlE7C0VL^OT^y^lB^J^ifl»^-26^^bfc o ^§£VL0 
<Z>CDRl~3(DT^yi^IB^J^IB^J#^-27~29tC^bfco ifi^lJ#-^26^ 
^i-VL0COT5y®?IB^Jt-*5VNT, 23# @ ~33# @ <7>T5/^IB^Jt^CDR1 (IB 
^#■^-27) , 49# S ~55# g (DT^^gE WCDR2 (ifi^J##28) % 88# @ ~9 
9# @ cOT^y^IB?'J^CDR3 (@B^J#^-29) ^i&UTV ^ 0 £/c, SiVLl^ 
— Ki-^jte^-^)^SIB^J^gB^JS^-30^^bfCo 

[0080] (4)^ci— >Fv2A7 

Rl~3(DT5:y^ifi^J^Ifi^J^ : -^32~34^^LfCo i-^C^^>> IB^J#-^31{^-r 
VH^(DT5:yi^IB^Jl-*DV^, 30^ @ ~35# @ COT^y^lB^iJ^CDRl (IB^IJ# 
#32), 50#g~66^gCOT5y^IB^J^CDR2(|fl^-^-33), 99#g~112# 
i(OT^yW^J^CDR3(Ia^J#-^34)^*i-^bTV^So £fc, ^SVHi^-R 

-T5iie^-^^Sifi^J^IB^J#^-35^^b/c 0 
[0081] £/c, ^a— VFv2A7<^VLmOT^^IB^J^@a^J#-^36lC^b/c 0 MaB^VLfC 
<7)CDRl~3OT^y^ia^J^IB^J#-^37~39tC^Lfc 0 1-ftt>-^ IB^J##36tr 
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Tjk-fVLmftT^ymmmz ^T, 24# @ ~35# @ OT^y^gE^CDRl (IB 
^IJ# -^-37) , 51# 0 ~57# @ <DT$./m%&M$CDR2 (lE^lJ§-^38) , 90# @ ~9 
8#@^T^y^iB^J^CDR3(iS^J#-^-39) {C*l-J^L-CV^ 0 £fc, Hg^VLi^^ 

[0082] (5)^n— VFv2A8 

^n— >Fv2A8<^VH§|OT^y^gE^J£IE?lJ#^41lC^L7Co MaB^VHilOCD 
Rl~3<DT^/^IE^U£IE?iJ#-^42~44^Lfc 0 i"ft;b*>, Ifi^-^lfd^-r 
VH^cDT^i^Ifi^J^^oV^-C, 30#@~35#g<^T^/®>IE?lJ^CDRl(@E^J# 
^42), 50#@~68#@^T^^IE^CDR2(IE?U#-^43h 101#@~112 
# @ <DT5/^IE?iJ/^CDR3 (IE?U#-^44) ^x^LTV ^ Q ^gVHilr^ 

[0083] ^n— VFv2A8(DVLmOT^yi^ffi^J^IB^J#^-46{c:^LfCo ^SVLf 

<Z)CDRl~3(&T^/&E^J£6E^J#^47~49^Uto i"&:b*>. ia^J#-^46(Zl 
^-rVL^T^y^IB^JtCjoV^, 20# @ ~32#@ OT^/^SE^CDRl (IE 
.^#-^-47) . 48# @ ~54# @ <7>T5/^IE?IJ/^CDR2 (SB^J#-^48) , 87# @ ~9 
7#@(7)T^y^IE^J^CDR3(SE^J#-^49)^v:*l•^L-CV^5o ^^VL0^ 
-Ki-Sit^T-O^SIE^iJ^SE^J^-^50^^Lfc o 

[0084] (6)?vi— >Fv2B6 

^a-VFv2B6<DVH^<DT^7^IE^J^IE^J#-^-51{^L/c 0 ^f^VH0(DCD 
Rl~3<DT^y^IE^J^IE^J#-^-52~54tC^bfci 0 iri£t>ib. IE^IJ#-^51^^i- 
VH^(DT^y^BE^"J{-*5V^T, 30# @ ~35# g tf)T^y^gEWCDRl (Ifi?U# 
^-52) % 49# @ ~66# @ <DT^ymmWCUR2 (ME^J#^53) % 98# B ~1 10# 
@<DT^/^iE^J^CDR3(iE^J#^-54)^*j-J^bTV^ 0 £fc, SiVHi^- K 
-r^iWST-O^IE^J^IE^J#-^55^^L/Co 

[0085] £/c, ^n->-Fv2B6(DVL0OT^y^IE^J^IE^J#^-56^^bfCo ^i^VLi 
<DCDRl~3.9T^y^IE^J^ia^J#-^-57~59^^Lfc 0 i~^^^>, IE^J#-^56^ 
^-rVL0CDT^/i^IE^Jt-*5VNT, 23# S ~36# @ <DT^y^IEWCDRl (IE 
?ij#,-5r57h 52#g~58^@OT^7^IE^J^CDR2(IE^iJ#^-58) N 91#@~9 
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9#@<Z)T^ymiH^J^CDR3(iE^J#-§-59)^J^LTV^ 0 £7h, S^VLilrn 

[0086] (7)^n->B7 

^n-yB7©VHi(07$/iE^J^ia?IJ#t61(I*Lfc 0 SiVHi^CDRl 

i^T^/^ifi^Jt-jo^T. 31#g~35#g<DT^y^0EWCDRl (IE?"J#-#62 
)\ 50#g~66#g<DT^/^IBWCDR2(IE?iJ# : #63K 99^g~ll2#gtf> 

[0087] ^u— >-B7(7)VL^(DT^y^IB^J^ia^J#^-66tC^LfCo S^VLt^CD 

Rl~3<7)T^/^Ifi^IB?iJ#-^67~69{^Uc 0 -tht>h, @BJiJ#-#66^-f- 
VL^(DT^y^IE^lJ^*5V>T, 23# g ~33# g (^T^y^SB^J^CDRl (IB^J# 
#67) N 49# g ~55# g C0T^y^|B^J^CDR2 (IE?iJ##68) % 88# g ~98# 
@<DT^y^IB^iJ^CDR3(IB^J#^-69)tC^UTV^o ^^VLilr^-K 
i-^jt{5T-O^SE^J^IE^]#^-70fC^bfc o 

[0088] (8)^n— XB6 

^n— >-B6(DVH^<DT^y®!iE^J^IE^J#-§-71^^UfCo iaf^VHfiCDCDRl 
~3<DT5:y^IE^J^BE^J#^-72~74^^U/cio IE»#7:U;:^-rVH 
^CQT^/^BE^uH-^T, 31#g ~35# g OT^y^IE^lJ^CDRl (IB?IJ##72 
) , 50# g ~66# g OT^^IB WCDR2 (@E?«#-73) % 99# g ~1 12# g (D 

T5:y^iE^J^cDR3(iE^iJ#^-74)^>?|-^u-cv^o Tfcfc, ^SVHi^- Ki"5 

[0089] fife, ^n—VB6(DVL0^)T^yi^ia^J^IE^J#^-76{C^Lfc o StVLiOCD 
Rl~3<DT^y^iE^J^rIB^J#^-77~79(^^UfCo i-ftfr^K E?!l#-!§-76tJ:^f 
VL^OT^/^iE^lJ^joV^-C, 23# g ~33# g CDT^/^IEWCDRl (IE?lJ# 
#77) x 49# g ~55§ @ OT5y^fE^lJ^CDR2 (IE?iJ##78) , 88# g ~98# 
g^T^y^IE^J^CDR3(IE^J##79)^^UTV>^ 0 fife, ^iVLi^^-K 
i-^>a^T-^^IE^J^IE^J##80^^b/c o 
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[0090] (9)^u— >F10 

^ 0 _ >F ! 0<7) vum<DT ^ymmm^m^m-^suz^tco Wi rvh«© cdr i 
^r^y^E^Jt-isv^. 3i# g ~35#s <DTs.ymmwcvRi (m?m^82 

) , 50#= g ~66'# g cDT^^ia WCDR2 (SB?U#-^83) , 99# g ~ 1 14# g CO 
T^y^IE^J^CDR3(IB?U#^-84) ^J&LTV^o £fc, SSJEVHOlSra— Ki"5 
jt^S^-^^SIB^J^IE^J#-^85 Id^bfCo 
[0091] ^o— ^F10OVL«OT?y»iB^J«:iBy!l#-^86t^bfco ^^VL0(DC 

DRl~30T5:/^ia^J ; ^IB^J#^-87~89{^Lfco i - **?**, E^J#^-86t^ 
i-VL0^T^y^ia^lJ(CioV^T, 23#g ~33# g CDT^y^lB^lJ^CDRl (SB^J 
#^-87) , 49# g ~55# g <DT$Smffl&CDR2 (E#l#"£-88) % 88^ g -98 
#g<75T^/g!iE^JdSCDR3(iB^J##89){C*|-JSbTV>5 0 *fc, S^VLi^^- 

K^5»^^sia?y£ia?y#^9o^ut„ 

[0092] (10)^n— VD1 

~3(DT^y^IS^J^IE^J#-§-92~94(^bfc 0 -f^t^ lE^J^-^l^-fVH 
0cDT?y^lE^J^V^-r, 31# g -35^ g (DT^smHWCDRl (IE^'J#-^92 
) , 50# g ~66# g OT^y^SE^lJ^CDR2(iE^J#^-93) , 99# g ~106# g <£> 

rO^SE^j^cDR3(ia^j#^-94)ic:M^b-cv^o mmrtimz^— K-rs 

5t^^-O^SlE^J^iE^J#-^95^U/c„ 
[0093] ^C2-^DlOVLmc0T^y^gE^J^IE^J#-^96^^bfCo ^f^VL^OCD 

Rl~3(DT5:y^Sa^J^ia^J#^-97~99^^LfCo l^fr^, IE^IJ^-^-96tC^-f 
VL^OT^yi^IE^Jt-^V^T. 23# g ~33# g <DT^f^IB?lJ^CDRl (ga?ij# 
-5§-97) , 49# g ~55# g <75T^/^IB?iJ/^CDR2 (IE^J#^"98) , 88# g ^98# 

B(DT^;mmwcDR3m?m j %-99)iz.ttit^x^^o mzvLmz^—v 
i-^ae^-^^sia^j^iB^j#-^ i oo jc^bfco 

[0094] (ll)^n— ^VLA2 

vLmo^-d^^?>^o--^vLA2cDT^y^ia^j^ia^j#-^ioitc:^b/c 0 m%v 



BNSDOC1D: <WO 2005105998A1_I_> 



WO 2005/10591)8 



PCT/JP2005/007628 



Lm^CDRl~3cT)T5y^iE^J^IE^J#-^102~104^^bfCo -ftttt. IE?"J# 
-^-lOl^i-VL0<DT5/^IE^Jt-*5V>T, 24# g ~40# g <7)T^@?gE 
DR1 (^^#^102) , 56# @ ~62# @ <DT*/m%ZWCDR2 , 
95# @ ~103# @ tf)T^/©?SE WCDR3 (IE?U##104) ^*j-j£L-CV ^ 0 £fc, 

$k mnm^mmztit^T^ymmmnivHms vl^l «-cdri~3)^^^ 

[0096] ^P^(D^#:*Dj;WO^L^^^V^h«, _bf£VH0^J:t>VL^. afet^^^ 

[0097] -r^^,#IE»^-^fB«c^nfcT^y^IE^J^doV^T, l£fcf«tl4^±£>X 
^y^If^*, 3f A, ioilF/^fcfi'frt^tL^T^yBtlE^J*^^^, ^07^; 

[0098] ni&zn*:frsi±.<DT$;msm&. x*. wa. &£T*/-&t.tzmn£*i 

[0099] ±ter^^j fi, ^pj(D^L^^c«^:o^^^^»h^, ^^m^b-r^J 

&mz.£te^mx*m\ ^^^tm^yh^t^x^m-r^m^^uz^ 

[oioo] ^BjTrH^^^VHm^ii^/^ttVL^}*. 7T-i?tjiifcmzm^^x3ib 

i,xscFv<DMxmbtitih<Dxihz>frK m-mtLx^<DmmfescFv{zmi££ftz>^t 
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Fab, Fab'£7cttF(ab') , $b{-scFv^th^^^n^y>(DH0^7t«L^<D^^'|M 

2 

[oioi] £7b, ^^m(Dfcfott.\tt<D77?'^hn. mmttftttte^yf ^hiz.^y 0 

[0102] £7c, ^tb^^fr^iT^^77^^hfc5V>fi±iaBI[^^*7ttt^077^ 
[0103] H0tL0(OFv^ig^^y>-^— •VM&£-&1ZscFv&fflm-$-Z>m&. ^Tf^YT^ 
[0104] ±.U<DmW.tLtz\%Z:(D77<??L>Y, ^t^m^i^h^H^^^^K pH 

[0105] ^0^^«7t(^^7^V^h«. @B^J# §-5, 10, 15, 20; 25, 30, 35, 4 
0, 45, 50, 55, 60, 65, 70, 75, 80, 85, 90, 95, 100, *7bW:105li:^Ufc2fc 
mWfc£<9mibtitz&?v— ^(DViim^^XfVLm^— K-T5iH£T-IE?iJtff$R3r 

[0106] ^Tc^^OM^te, A 0 ^H^-^T/^/^-^-^^Oit^^^^i: 

[0107] ^T, «0J^«^^s^f¥ia^p^i-§^^ ^P^fiM^tvb^ps^^ 
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[0108] mmmi-Mm^h^yT-^^yyv—cDmm)) 

77- i^V^y^V— (Dffim*, J- D. Marks <b(J. Mol. Biol., 222: 581-597, 1991) 

^{C, mmistCo «itfcVH(y)-V k , VH( y )-VA, VH(^)-V rc , VH(/i )- 
V X (D^y'y^y^V—n^tl^Hl.l x 10\ 2.1 X 10\ 8.4X 10 ? . 5.3 X loVn— 

[0109] mMm2:s<>~y?y> 

125 n g/mlODSS 100 ^ LTr?£t^bLfcCova-link plate (Nunc) iZOAM^m^y^T 
— pH9.6^fi? bfcl ju g A j3 42-<^K^nx., 4°C7;— l}fef£@L7io 

[0110] 0.1%Tween20^tfPBS-eilH]i5fe##. 10 @ (DiltRffl ^^0.5%Oif7^^T:-2 
HI @ <7)iS$^ffl{Cte0.25%<7)BSA-e:7V — h^^n-z^^iSLfCo 

[0111] ^^^'AS^O^rC^T- ^-r^y- (— ^ii^M^T-v^^VHC 
7 )- V /t £VH( 7 )- V X <DW&m. VH(n )~ V K iVH( Ai )- V X (DM£-%0(D2M 
COm-^^MX^ 100ML(5X10 n tu/mL)-f O^DX., ^UT^Hf r^J££-tir/"C 0 

[0112] 0.1%Tween20-PBS-eiO[H]v5fei#-b/c#, 100 ix L<D^]) ^>m.WM (pH2.2) SrflDx., 
IL-lS^^^-t-^-^^^^^T-^^ttS^rCo ^tJbb^T-^{*lM 
Tris (hydroxymethyl)aminomethane-HCl, pH9.1^riP^-CpH^rPSb/'C^ > >tfft±i?ii 
^OAjjiBTGl^^^fCo ^^OTG1^3000Xg,lO^-e31^g|bT. _h 
m&^. 200,uL(O2XYT^lfe-e^U. SOBAG^W— b(2%^V^— 100 M 
g/ml^T^v-y^^SOBTTV— r-MOfg\ 30°CO^PI§^T:— 5fei$*bfCo £ 
C/c=<cz~— }iilfi(D2XYTj: : g±te^P^^W^^— (Costar)^oTM, 

[0113] ^OTGlS50juL^ 30mL<D2XYTAGl#±llll^lt^^ ^/<-7r-^V^t 

'W7*7!J-VH(7)-V ac iVH(y )-V 1 E&jfe, VH(c/x )-V k £VH(ju )-V X £• 
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[0114] «nifc&\3 :X?V— =-^?A 0 42^7 B ^KELISA» 

^^KSrELISA^U— Kcgl^kL-C^^U— =■ V^Kl/Bvyfco 1.25 g/mL<DA0 
42-<^H\ 2.5 ju g/mUDfcr-lfoJtT/K/^tHSA) ^40 L/well ELISA:7V— h ( 
Nunc)(CAn, 4°C-C16nt^^gU ®£-fcUc 0 mfeik^-Yfe, 0.5%BSA, 
0.5%-if 7^*5 £t/5%;^i^/l^£-atrPBS?g$i400 n L/well3rELISA;7V— h 

[0115] scFvm^7T—ZS&^t?^Wm%40 ii L/well Ara«$tfct > 

-i5fc#H£T-5mi5fco*: 0 tt^l/M^tdmMlttSfv— -T^tfifa (Pharmacia 
biotech) tfeffc^, T^*V7**7T?—H (AP) ^ftL/c^^IgG^L^i:^ 
$-frfc 0 i5fc^^-C5[Hl^feofc^. ^-feSK^dg/mL p-nitrophenyl phosphate (Wako 
K 10% v^?/— ^T$^(Wako)^-atpPBS^^)^r50/iL/wellAiL, il5fcU ^ 
?a~37°C-C\ -^/^^W—h^l— by— ^'-NJ-2001 (Inter 

Med) -C-405nm<^P^^S^ffl'J^bfc^m. IfttL^^n-y^t/5\ A 0 

[0116] mmwH-.w— >-<z>ia?y^#r» 

¥i!U/c^n— ^(DscFvjtlS^OVHjo.tlKVL^DNA^Sia^J^Dye 
terminator cycle sequencing FS Ready Reaction kit (Applied Biosystems) £rJl V % ~C#?: 
TEbfCo ELISA*3j:^iH?lJ^^^. «Lfc^u-^«6a<DscFvtiaoVL 

[0117] «^igF!j5:thS*^tA/3 42^^KscFv(D^m^**^» 

Bt)fE^»!J2, 3^^b^Aj3 42^°^K^Si^i-§scFv^ci-^^^^K 
DNA^dH&bT. S^t-^oT^mHB1251^®fe^L-fc 0 2%?/^—*3d£ 
IF100 m g/mL(DT>'t^>'y>'^t?2 x YTtf J*^r^bO^J3§0^— ^tuit^^s 
i//P=i— (D2 XYT^ife^— gl^fitU »SlmM IPTG, 100 M g/mL<Z)T 
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cons] ^(D^zLxmrn^tzmmcommun^, t^w-^m^tz.Ty^^^—^ 

Detoxi-gel (PIERCE|±) xmA^^n hnyKC^V ^^Kh^S/^Srl&irUCo 
^M0,000<7)Centricon (Amiconlt) X'WkWi^k „ 0.45 n m7^JV^~ Mi&lsXWMU 

DP 

[0119] «^»"J6 : *fMscFv<DA j3 42-<^K^<^^m 

MscFvOA 0 42^^K<^^t££ELISA&TPJ£L7c„ PBS-C1.25 
M g/mL^P^L^Aj3 42-<^K^|lltS>ft:bfc967\7 e l/-h(NUNC. MAXISORP) 
(C, «M^^100MLiPx.-C37 o CTrl^P B 1Hi^^-*/c o 0.05%Tween-PBS(J^T 
PBST b^miTZ>Z.th&Z>) -C5[Hl^m, feiE tagfetft:^37 0 ClBtraSJ^$^cio $ 
PBST-C5[I]MH£, Ttvm7*7S7T#— ^ (AP) ^fSsLfc^^IgGfetft: 

405nm(DeS^^rPJ^b-C^^l¥ffiUfCo %£$kzmi^-f 0 ^wm'm:^ 
U M-e#fc5S^>scFv^-CAj3 42-<^Ki:#M^J^^by'c 0 ^fc, 2 

mti^L-cvvfcv^ ^o-fiiioscFv^L-cB7'bA 3 A2^^tmmm^^tc 0 

[0120] «^»y7:^scFvO#^tt^*T» 

scFvOmt^bfcA £ 42^y^K£O^t££ELISA&TiPiJ£Lfc 0 PBS-C1.25 
ju g/mL{CpMb/c^i^LfcA 0 42^7^h\ *I?§t£A.j3 42^7°^H\ 5 /x g/mL"? 
^IgG&t/0.5%-^7^>'^*@*i'fbU/t965't7 p W— h(NUNC. MAXISORP) 
^M^y^XAffi^d^^LfcscFv^rlOO ix L*Px.-C37 0 C-eiR#^^$-^fe 
o 0.05%Tween-PBS(^TPBST^*l&-r§w^fcS)T*5lHl^#, t^^^WrCE 
tag^^37°ClB#rBlSJ^$-fr^ 0 PBSTT'5lH]^^, T/Kfry^^r^ 

-if (AP)^mb^h^^hTbv ? V^37°C30^S^^^Co PBST-C5|H]$fcif^ 
^^K^^D^-CM-fe^-fr, 405nnKDBS^^^iy^bT^^t4^ffF«bfCo ^ 

^r[H2^^-r 0 wmistc6M(DscFvte±x^m&<DAi3 42^^bmmzmmik 
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[0121] «Hi£#J8 : tbE^fctA )3 42^:/^KVLm<7}f§3^*ftM>> 

ffIte^Jg^J2*5j;t/3-e¥.ilbfcA /3 42^^K{cS^i-^a-^rt. 

^y^W^^cilj-CfllK^. Z(D?ti— V(DVLgC£rpTrc99A-Dl+D2-His (ffciRI^T 

6 

VL-Dl-D2-His ^^^W^HUlXbfCo e7^^^'n-/h-e^?tff L/t^m. B^f+il 1 ? 

6 

(D47Kda<D^>-}?Z^1rm^?^*?<vmmdmm-V^tc (H3) o 
[0122] «^»ij9:VL^(DAj3 42^^K«h(D^'^tt» 

^»!j81?[p]l|XbfcVL04O ^ l/^^&ELISA:/^— M-»U ^.-C6fW 
A£®Lfco 0.1%Tween20^t?PBS-Cl[Hlgfe^.0.25%OBSA-e7 o lx— 
^^iSL^io Md00ng/^/WDA j3 42-^:/^-K, MCP-K IL-5, t 

b7°y^->'^:VM* r >>'yy^-^(PrPcl02-241 InPro BioTech) fctJOx.* 37 0 C-eiPtf^S 
J^^-tirfCo PBST-C5[Hli5fe^. ^H^th(Dm,mzttfcl,fc~7ktfii$(ttA /3 42^E/ 

T ^-if^^-^^^;^i:M^37 0 ClR#^^^fCo PBST-e5[U^^, Ig-fe 
Sft^DitM^, 405nmOMS£$y^LT^tt3rl¥{ffiLfc o I^^:^E14 
{d^-T 0 WffiL7iVU3A /3 42^77°^ K£#^lftK^Lfco 
[0123] <(^ife^!jl0 :*f^scFv(OA /3 42-<^KM*Pfi*t^<^l^ffi» 

mmim-cmmvtzmmscF^m v vt\ a is 42-<^K<D^Pfi$i^M£ ; fT 

fc 0 ^>^/V220nM^10MM(D^^7t^^^60.1My^^y^^<^T— 
N P H6.5X4nMKl«[U ^X25^1»b7c 0 r<D^Cl%wt/wtO®<D|iiJfcf£( 
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7fV-fe^<OJsbfi3t450nm-e(7)^3t482nm^S!l^L( B ±L, F-3000) % ll'©4^lr 

MLtco ^og^, ffftfc4^o- ^T-e»jfe«ifasi4* s fflWB"c#*:(ia5) 

[0124] «Hig0»Jl 1 : flscFvWA /3 42^^K^Pfl«^O^i^^#ttl?{ffi» 

Hi£^J5-eHSiLfc»SSlscFv$rffl V A j3 42-<^K<D^R&^tgO^^# 

M^3fe^^7t^^T*tTofc 0 20 m M<DA/3 42(C=i^ho— ^scFv*5«fctJ ? fiSSl 
scFv(FvlE4*3«fctflB7, 0—40 ^ g/ml) ^iP^LT, 24B#P^37°C"C||-® L^to A j3 42 

-C2^IBHfti*bfeo ^79K'Vfe*©iaje3fc450nm-e©^t3t482nmSraSU( 0 
, F-3000) N McD£j&£f¥tiBL-7c 0 -eoij^m. f¥<ffiL£:2^u — VtescFv^ffe^ 

[0125] «5^i»g0Ul2 :JfciHfe{bUiA 0 42-<^K^^i-5scFv#^^T-v ? <^^'a-'t4» 

MifbWcA J3 42^°^K^^J--r^scFv^^T-^CO^-^t4^ELISA?i-epJ 

1000{g«UcA 3 ifo-flf £40 m L/well-f OELISATV-r h (Nunc) iZAfr, 4 
G C-e6B#r^#Sb, H^bbfCo @^b7V— h« s 0.25%BSA3r^t? PBS^fSS: 
400^ L/well-f oELISA!7V— M^Atb, 4tT— IfttIL, ^ns^V^fTofc, 
[0126] scFvm^yr— ^-^tf^^O/iL/well^A^TSJ^^^cm, WPHR^it 
«fe^-C5|Ui5feo^o t^^^f^b/c^tM13^-y^n— t/VfaW. (Pharmacia 
biotech) TjV1j})-7**°779— if (AP)Hf^Lfc^!>^IgGfetft:i:S^ 

£-t2rfc 0 ?5fe#^-e5[Hl?5feofc^. 3£feSjfM(lg/mL p-nitrophenyl phosphate (Wako 
K 10%v ? ^y--/VT5^(Wako)^tfPBS^^)^50/iL/wellAtt > *&3tU ^ 
)\>^-zf\s— M— hU— ^— NJ-2001 (Inter Med)TM05nm©@fc3teS£rSIJ£L;fco 

I?«L^n-y^-C^\ ^i-fbbfcA/3 42^^K^MWT?fc§^i:^ 

l&-C#fc(EI8)„ 

[0127] <(^»U3:»«LfcA3 42-<7 0 f : -K^i-^scFv'(D^tt)> 

• ^t^L/^i3 42^^K^*fi-^scFv(D^-^14^ELISAfe-eS0^bfcio MM 
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anti-Etag mAb(l:1000) tKJ££-£> T/V^y^^r^— i?£££^$-£7tgoat 
mouse IgG(l:1000)iH^^fCo m&mWm^mznMmi2bmm^MJ£lstZo 

mx$tcm9) 0 

[0128] «H«!jl4 : *SMscFv(DA 0 42^^KMPl*iS<£>ffF'fiffi» 

^iS^J13-ep^bfc»MscFv^rfflV ^T, A ]3 42^:^K<7>?limP£«fg<75M£: 

tT-ofCo -y-^yl-20 m M(v1^^40m g/mHC^i^^scFv^n^TirfeSLfCo 

^3t482nm^a'jfeU( B z£u F-3000) , Ii©4t^«»l:ffiLto ^<D&£m, 

[0129] «^»yi5 :*tMscFv©A 0 42^^K3£»^£g0^fe#ttWfffi>> 

^W!Jl3-e|^^Lfc*tMscFv^fflV^T, A 3 42^^K<7>ilM^H£<«^& 

T^rn^ik^^r?^ ^^-ClTofCo 20 M©A /3 42^=i>ho— /^scFvio XXf 
*S^scFv(«^O~40 (j, g/ml) £*D;tT, 24l^37 0 C-Cl!£ffiL7c 0 A 0 42(£>^ 

i$2 ju m^&3£?^PML io M M^^J:5(-^^7trvT^P^, ^ia-?2#ra 
3t*£bfc 0 ^^^t^-fe^(D|gj^23fe450nm-C-(^^:3te482nm^a'J^U( B F-3000 

num^m-r^t^mmxttc m 1 d 0 

[0130] «H3M16 :tat-^^K^thS^Ai3 42-<^KVL^^mM» 

^Sg^08-e1«^b^A )3 42^W#^6WLil«fc^-<D5' «HCHIV tat-<7°^- 
Klfi^J (Met Gly Tyr Gly Arg Lys Lys Arg Arg Gin Arg Arg Arg Gly) (IE?IJ#-*§-106 
)£PCR£ffl^-Ctt*DU ©JPMIilMr-Ndel, Notl£fflV vTpET-29b ( 
Novagenf±) lwffi^i2^7ci 0 *MBL21 (DE3) star{^®^^#, IPTG^i»(Cj:i9 
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N tat-VL0&inclusion bodykl^X^^^t^ ^ffc^M^ M^i&M^U 
Tris-HCKpH 8.0), lOmM |S -ME, ImM EDTA, 200mM NaCl, 6M GdnHCl^ft£-e7.5 

um t<it-vLmMm^j:z>£?^m^ 0-ME&m^mz<Dmmx2mr£\m$r^o 

3El^ 6M GdnHCl-e3BtP^, 3M GdnHCrC6n#Ho\ 2M GdnHCl-ei2ntP^ 1M 
GdnHCl/375uM GSSG/200mM L-Arginine-ei20#5Fk 0.5M GdnHCl/375uM 
GSSG/200mM L-Arginine -ei2P#P^ PBSX12mmm%T&ft^ \ ^WlV?*— ^ 
^Vv^Lfctat-VL^^PMU^Co 
[0131] «HMJl7 rtat^^KSfcl^VLiS^A |3 42^^R^tEM>> 

^i£^16-eiHll|Xby-Ctat-<^K®k-^VL04O fi 1/^^£ELISA:7V— M-g^P 
U 4°C-ei2BtP^#^U^Co 0.1%tween^tfPBS-ei[e]i5fe^, O.^/o^J^X^ 
Wh^'ni/^lUCo ^If©^- MclOOng/^A-OA/3 42^^H\ 
MCP-K -7^^IgG^V>(i-^r^IgG^Px., 37 0 C^lR#F ( fl^j££it*: 0 PBSTC5[E]$fc 
^n^n«^^^^b7t-^^(^Aj3 42^y^n-^^;^ 

MCP-l^/^C2-^vMn#: N ^^IgG^^)^fetCS^$iir^(-7>>^IgG^C^^ 
^#-tir-f^(D«^^^c)o PBSTT5iHl$fe7f^ Tsi-Z>V7±*7T?-^WM 

tt^*fofotm^37x:ximr3fcfc£ittc 0 pbst-csihi^^, m^mnwc^m 

;tT^rfe£-^ 405nm(7)eS^^ l J^bT^tt^Wffib/Co ^^rl2112tC^:i- 0 
MLfc^tat^WIil^VLteA /3 42-<^°^Ki:^^^^^bfc 0 
[0132] <mMmS rtat^^KSi^VLiCOA )3 42^7^K^lftPfl$Bg^;£^#ttflMffi 
» 

«^16-ePMbfc*f Mtat^^K^VL^^ffl V vf, A j3 42^^K(D^m 

tmm^m^^^^nmxn^tco ^o^m, i^ffiufc^Mtat^^Ki*^ 
vl^m*^ s^^r-rs^ fc*s*»t?#fc m 1 3) 0 
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[1] r$n>f K 3 -<^K(A /3 ) \z&&&&&~i-Z>\ib&LA 0 fetfro 

[2] H«(Z>*Bffii4ft3£«« (CDR) /TOT^ (a) itfcte (b) 0>7^g£B?lJ&^f U L$£ 

O^M14&:^SW£(CDR) ^T© (c) (d) tf>T^yB£ie?iJ£Wi-5, ft 

lt£f£^fch^Aj3£tft:: 

(a) CDRltLTE?iJ#^-2, 12, 22, 32, 42, 52, 62, 72, 82£fcB:92<Z>l^T*b 
fr— o, CDR2^L-ClE^iJ#-^-3, 13, 23, 33, 43, 53, 63, 73, 83*fcfri93tf>^ 

-fat*" 3, :&J:tK:DR3^LTia?iJ#-^4, 14, 24, 34, 44, 54, 64, 74, 84* 

fcte94<7^-f*u&>— o{dJ:t9^:tt-€H^$^T5:y^ga^J; 

(b) CDRl~30T5:y^SS^Ji:LT, -^VetU IE^"J#-^2~4, 12-14, 22-24 
, 32—34, 42—44, 52—54, 62—64, 72—74, 82—84, *fcte92— 94, 

{i^tb^r^yt^ia^u^*5v^-ci*fc{i- ; enw±oT^yi^^g^ % jfA, 

(c) CDRli:L-riE?IJ#-^7, 17, 27, 37,47, 57,67, 77, 87, 97^Jil02<D 
l/^-f *bd>— O, CDR2£LTlfi3«-S§-8, 18, 28, 38, 48, 58, 68, 78, 88, 98* 
tMl03<D\,^~?*lfr— O, *30;t^CDR3^UTiE^J##9x 19, 29, 39, 49, 59, 6 
9, 79, 89, 99*fctel04CQ^Tti^— ofCj^ix^ft^^ST^I^SB^J ; 

(d) CDRl— 3<DT^;mm&\tVX, ttl^tl, IE?iJ#-^7~9, 17-19, 27-29 
, 37—39, 47—49, 57—59, 67—69, 77—79, 87—89, 97—99, *fctel02 

-104, t.t^n^hT^ymnm^^^xi^tc^tbi^±(DT^jmm^ x& 

[3] H$Ktf>CDRl— 307^/^iaW, IE^lJ#-^-2~4, 12—14, 22-24, 32-34 

% 42—44, 52—54, 62—64, 72—74, 82—84; *fc«92— 94<D*a^-#*?"*6 i 

e.iitR^^T^y^ia^J-efc^., l^ocdri- 3<D75:y^SEW, ia^J#^-7— 9 

, 17—19, 27— 29, 37— 39, 47—49, 57—59, 67—69, 77—79, 87—89, 9 
7—99, *fc{il02-104Om^^>-fr/?»^iStR^tbST5y^ia^J-C*>5, ft*^S 
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~4£IE^J#^"7~9, ga^lJ#^-12~14^IE^J^17~l9, IE?'J# ^22~24£IE 
3«-S§-27~29, IB?iJ#-*§-32~34<tgfi?lJ#-5§-37~39, IE5*J#-5§-42~44£gE^J# 
-S§-47~49, IE?iJ#^52~54<hIE?U#-S§-57~59, |S^J#-^62~64i:IB^J§-^67 
—69, fE^J#-5§-72~74£ifi?lJ#-§-77~79, SE?IJ#^82~84£IE?'J# ^87—89 
. ^fcfi@a^J#-^-92~94^ia^J# : -^-97~99i:<DVN-rtl/^^— o(D|I^^J:tT*fe 

[5] prisfM^^^T^ (e) (i) cDT^ymmzmL, i^m^^^^ur 

cd (g) £/cte (h) oT^/^iE^j^w-r?>. fiM^si^<b4<m ^-rnd^cifeic^th^L 

(e) IE^IJ#-^l, 11, 21, 31, 41, 51, 61, 71, 81 £fcte9101/ vf^— 007; 
y^IE^J/^il^nST^y^SE^J ; 

(f) SE^J#^-l. 11, 21, 31, 41, 51, 61, 71, 81^ctt91(^$^T^/^SE^J 
^*3VNTl^cf*^e^±^T^y^^g^ x ^ N jffiA, *5J:t>V^fc^#*P$tL 
TcT^y^IE^iJ-efcoT, Aj3 ^^J-rSH^BT^^^^^^^; 

(g) IE?U#-5§-6, 16, 26, 36, 46, 56, 66, 77, 86, 96£fctel01<Dl <-Ttlfr— o 
<DT57^iE^Jd^5S^$tb^T^/i^IB^J ; 

(h) IE^iJ#-^-6, 16, 26, 36, 46, 56, 66, 77, 86, 96£fc«101 ^£*l£T^/ 

m Hm^^m^tLm^m^tm&^te^tvT^ymmw, ie^j#^-i^se^j 

#-^-6, IE^J#-^ll^IE^J#-^-16, IE?U#-*§-2l£:IE?iJ#-5§-26, IE?iJ#-5§-31i:gE?iJ 
#-S§-36, IE3«^-4l£Ifi3«^-46, IE^J# -5§-5l£:IB?iJ#-^56, @E?iJ#-5§-61<hfE 
?iJ#f-66, IE^iJ#^-71i:IE^J#^-76, IE^J#^-81^IE^J#-^86, £7cteIE?'J# 
^91<^IE^J#^96^<7)|a^M{C^^^$tL?)T5y^iE^J-t:-fc^, It^^l^)^ 

[7] . Haf^A 0 ;»*£^LfcA £ "C*>5l»*«ld^60V ^-rtL75^CfE«t(Dth^tA j3 tfi 
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(a) CDRli:LTlB?iJ#-^2, 12, 22. 32, 42, 52, 62, 72, 82£/dte:92<Dl >-f tl 
fr— o, CDR2£LTlfi?"J#^§-3, 13, 23, 33, 43, 53, 63, 73, 83£7ite93<7)^ 
-f *L>6>— o, joJzt^CDRSirLTSB^ ^4, 14, 24, 34, 44, 54, 64, 74, 84* 

(b) CDRl~3(OT^yj!^ia^Ji:bT, -^rtl^ftt, SE^lJ#^-2~4, 12—14, 22—24 
, 32—34, 42—44, 52—54, 62—64, 72—74, 82—84, £fcte92— 94, £fc 
^mbT^y®?IB^J^*3V^Tl*fcf*-?:ttJ^±(7)T^y^-g^ % JfA, 

[10] CDRl-3<Z)T^y^IB^J^, IB^J#-^-2~4, 12-14, 22—24, 32—34, 42- 
44, 52—54, 62—64, 72—74, 82-84, *fcfi92- 94<7)m^^^^51tR 

[11] ^r<D(e)^tzmf)(DT^ymmn^i-^ m Mm^hioco^-rti^mm 

(e) IB^-^-l, 11, 21, 31, 41, 51, 61, 71, 81 £fcte91<^-f tlfr— Otf)T5 

yj^SB^J/ei^ii^^^T^y^iB^j ; 

(f) IB^iJ#-^l, 11, 21, 31, 41, 51, 61, 71, 81^c^91^^^T^y^IB^J 

fcT^y^IB^iJ-CfcoT, Aj3 ^^j-T^H^Rl^U^ir^^^^cOo 
[12] ^f£A/3 ^|f^uf C Aj3 -efe^ff ^rl8^^bll^V^-f ^^-fB«c(^th^:A)3 1n 

[13] T^n^K j3 -<^PK(Aj3 ) td^^tt^-t-^th^iA j3 tfi&CDLm^mm??? 
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[14] tiMtt^:^^(CDR)^^T^(c)^c{i(d)<DT5y^iS^J^Wi-5, ft*^l 

(c) CDRltLTlE^J#-^-7 N 17, 27, 37. 47, 57. 67, 77. 87. 97£fctel02tf> 
V^Ttl^— O, CDR2<bUTlB^J#-§-8. 18. 28. 38. 48. 58. 68. 78, 88, 98^ 
tcfel03(D\s^-ftlfr— o. *3j:^CDR3tU-Cia^J#-^-9. 19. 29. 39. 49. 59. 6 
9, 79. 89. 99*/c«104(DV^-f^ i — otCcttJ-^tV^tL^^tb^T^y^ilB^J; 

(d) CDRl~3<DT*jmnmtLX, ^JVetV. IS3«^-7-9. 17-19. 27-29 
. 37—39. 47—49. 57—59. 67—69. 77—79. 87—89. 97—99. £fctel02 

—104. t.tz^tihT^ymmm^^^xi^tzi-i^:th^±(DT^/mMm^ ^ 

[15] CDR1-3<DT5/^IS^, IB»^-7- 9, 17^19, 27-29, 37—39, 47- 
49, 57—59. 67—69. 77—79. 87—89. 97—99. £fc{3:l02- 104(D,m^-£- 

[16] WT^(g)^c{*(h)<DT^/^Sa^J^^-r^, fMTO^lO^T^^fem 

(g) IE?'J#-^-6, 16, 26, 36, 46, 56, 66, 77, 86, 96*fcf*101<Z)V o 

(h) IEW-^6, 16, 26, 36,46, 56, 66, 77, 86. 96£fctel01^£*L&T^y 

[17] ^^ajs tmmikLstcA p x&zm&mi3frhi6<D\,^irnwztm<Dtb$iAt3 

[18] lt*3l8*^12(DV^-f tl,7i^Cfem^th^iAi3 ffifctDHm^^m^ySf^bt. 
fi^[13;d><bl7<^im^aa^ 

^i,x^\A^izMir^\ih^(D^(D—^m^m^y^^K 
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[19] f#^3S836^120V ^^MUlEftOkbttA 0 ifr^Hi RT&Wa^^^k 

[20] ^K*77^VF^, Fab, Fab\ F(ab*k scAb, SfcfiscFv-FcT^SIf 

[21] BE?iJ#^-101OT^Kia^It:#-t-Skh^tA /3 fc&V>\*f&zS&W$7 : 7?^Vb 
thS3R^^^S^^^LT^5Aj3^^thS^<D^^*/c{^(D77 

[22] t»^^l35^21©V^tt*^|E*©^fr*fctt^079^Vhfc^^K*VMi 

[23] »#^lj&»b22©l^;h,aMCfE*W>^^^ 

[24] ' njttl**b22V>^M*\Zl&*W 

[25] |#5j<^24lv:fB4!cOjti5-7-^'atfa^^m-<^^-o 

[26] |t^«24^fam<Dit^^-^^A$tb»K^m^o 

[27] ft*il24^fB«cCD3SeT-^rs±^m$^^i:(-<toT. tMjCA jS #C&£fcte 

[28] ft im.24\zr&m<Dmmttt;teMte*f&mmo 

[29] M*^l^^^b2lcDV^Tn75^-fe«^^^^c^O^^^V>'^, ^{i|f*-^22 

[30] |f^^l^^21(Z)V>i 2 tb7i4^feft^^^fcii^(D^7^>>'h, *fciift*3l22 
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